shows the burst kinetics of all substrates with five luciferases Table S3 shows the wavelength of light emission from the same set of substrates and luciferases. Figure 6 shows the light output of R218K, T251S, L286M, and S347A luciferases in CHO cell lysates and live CHO cells with each luciferin substrate. Supplemental Figure S4 shows the substrate-by-substrate light emission from each mutant in CHO cell lysates.
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shows the burst kinetics of all substrates with five luciferases Table S3 shows the wavelength of light emission from the same set of substrates and luciferases. . Burst kinetics and emission profiles. Burst emission profiles for purified luciferases (WT, T251S, L286M, S347A, and R218K) were generated with DLuciferin, 6'-NH 2 LH 2 , 6'-MeNHLH 2 , 6'-Me 2 NLH 2 , CycLuc1 and CycLuc2 as described in Figure 5 and in the Methods. For ease of comparison between mutants, the burst emission scale is the same for all mutants used with a particular substrate. For comparison between substrates, note that the relative emission on the y-axis differs to account for the differences in relative light output. Emission spectra were also determined for each protein-substrate pair and are not normalized. Emission wavelengths are reported in Table S3 . Figure S4 , related to Figure 6 . Dose-response profiles from luciferin substrates in CHO-K1 cell lysate. CHO-K1 cells were transiently transfected with pcDNA3.1 vectors expressing WT, T251S, L286M, S347A or R218K firefly luciferase. Dose-response curves for each luciferase with D-Luciferin, 6'-NH 2 LH 2 , 6'-MeNHLH 2 , 6'-Me 2 NLH 2 , CycLuc1 and CycLuc2 were generated at concentrations ranging from 0.122-125 M using lysates from the transfected cells. The assays were performed in triplicate and are represented as the mean +/-SEM as in Figure  6 , but the data is presented on a substrate-by-substrate basis. The D-luciferin emission scale is 2.5-fold higher than that of 6'-NH 2 LH 2 , 6'-MeNHLH 2 , and CycLuc1, which in turn is 20-fold higher than that of 6'-Me 2 NLH 2 and CycLuc2.
